. The 16 lateral and the 9 dorsal landmarks used for geometric morphometric analysis. A. The 16 lateral landmarks for the lateral pictures and included (1) the tip of the upper jaw, (2) the postero-dorsal corner of the head, (3) the anterior and (4) posterior insertions of the dorsal fin, (5) the dorsal and (6) ventral insertions of the caudal fin, (7) the posterior and (8) anterior junctions of the anal fin, (9) the anterior junction of the pelvic fin, (10) the bottom of the head where the operculum breaks away from the body outline, (11) the dorsal endpoint of the opercular bone, (12) the dorsal and (13) ventral insertions of the pelvic fin, as well as (14) the anterior edge, (15) the center, and the posterior edge of the eye orbit. B. The 9 dorsal landmarks included (1) center of the lower jaw, (2) the corner of the mouth where the lower and upper jaws meet, (3) the anterior and (4) posterior corners of the eye, (5) the posterior edge of the operculum, (6) the anterior insertion of the pectoral fin, (7) the anterior insertion of the dorsal fin, (8) the dorsal insertion of the caudal fin, and (9) the intersection of the last two head and the first dorsal body scales. Figure S2 . Results of discriminant function analysis (DFA) based on lateral body shape analysis of three Poecilia species. Note that historical samples of P. thermalis clearly cluster with contemporary samples of P. thermalis and P. sulphuraria, not with P. m. mexicana from adjacent non-sulfidic environments. Figure S3 . Principle component analysis based on the microsatellite dataset used for population genetic analyses. Table S1 . Specimens investigated for phylogenetic analyses including locality, genes, and accession numbers. Asterisks indicate samples that were sequenced specifically for the present study. For samples collected by the authors, we also included the catalog numbers of voucher specimens (MT numbers). Table S2 . The genes partitioned by position for mitochondrial DNA and by gene for nuclear DNA for phylogenetic analyses of Poecilia species are described including the total length and number of parsimony informative sites in parentheses. The best-fit substitution models for each data partition for the concatenated dataset are provided as well as the likelihood score. Table S3 . Results of the discriminant function analysis (DFA). Cross validation (i.e., assignment of museum specimens to sampling sites based on discriminant functions generated based from contemporary collections) indicated that 72.2 % of P. thermalis individuals were assigned to the large La Esperanza spring, 16.7 % to the La Gloria springs, and 11.1 % to the springs at the Baños del Azufre. Table S5 . Pairwise F ST -values calculated using GenAlEx 6.5 based on 17 microsatellite markers analyzed in 10 populations of Poecilia from Southern Mexico. Numbers after population names correspond to site numbers listed in Table 2 in the main manuscript. Bolded sites represent the highly endemic sulfide springs populations: Baños del Azufre and La Gloria represent populations of P. sulphuraria (s. l.) in the Pichucalco drainage and Esperanza Large and Small indicate populations of P. thermalis in the Ixtapangajoya drainage. The remaining populations represent P. m. mexicana populations from adjacent nonsulfidic habitats of both drainages. Asterisks denote significant (P ≤ 0.01) F ST -values based on randomization tests with 10 5 permutations.
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